. Phosphorylation of nucleoside analogues cladribine, fludarabine and clofarabine by HsdCK. Enzymatic activity per ml of matrix was determined in reactions performed in 2 mM potassium phosphate buffer (pH 7) with 10 mM MgCl2, 0.4 mM of GTP and 0.333 mM of substrate in a reaction volume of 1 ml. A reaction temperature of 37°C was used. 0.01 mg ml -1 of enzyme was added to the reaction. The reactions were monitored over a period of 60 min. Mean values and standard deviations were calculated for each of the three replicas of immobilization experiment 3. Substrate Enzyme Enzymatic activity per ml of matrix [U ml -1 ] Cladribine immobilized 1.06 (±0.07) Fludarabine immobilized 1.15 (±0.46) Clofarabine immobilized 0.76 (±0.15)
. Phosphorylation of nucleoside analogues cladribine, fludarabine and clofarabine by HsdCK. Enzymatic activity per ml of matrix was determined in reactions performed in 2 mM potassium phosphate buffer (pH 7) with 10 mM MgCl2, 0.4 mM of GTP and 0.333 mM of substrate in a reaction volume of 1 ml. A reaction temperature of 37°C was used. 0.01 mg ml -1 of enzyme was added to the reaction. The reactions were monitored over a period of 60 min. Mean values and standard deviations were calculated for each of the three replicas of immobilization experiment 3. Table S2 . Scale up of the synthesis of fludarabine-5´-monophosphate to 3 folds (1 mM), 19.5 folds (6.5 mM) and 36 folds (12 mM) using both free and immobilized HsdCK. Traces of GDP were observed as impurity of the GTP stock. (C) ATP was incubated in reaction buffer for 24 h at 4°C and 37°C. No degradation was observed within an incubation period of 24 h. Thin-layer chromatography was performed using silica plates and dioxane, isopropanol, 25% ammonia and water (4:2:3:4) as solvents. 3.5 µl of each sample were loaded to the plates. Compounds on the silica plates were detected using UV light. Figure S4 . Reusability of the immobilized HsdCK for the synthesis of fludarabine-5´monophosphate. The formation of fludarabine-5´-monophosphate and the consumption of the phosphate donor GTP was evaluated by HPLC measurements.
The enzyme was used in three consecutive reactions denoted as reaction 1, reaction 2 and reaction 3 respectively. Reactions were performed in 2 mM potassium phosphate buffer (pH 7) with 10 mM MgCl2, 0.4 mM of GTP and 0.333 mM of substrate in a reaction volume of 1 ml using a reaction time of 3 h for each reaction. Mean values and standard deviations were calculated from triplicate reactions performed with pooled replicas of immobilization experiment 3. Figure S5 . Determination of the absorbance at 280 nm of solutions used for the purification of HsdCK using the NanoDrop. Deionized water was used as blank.
Minimal absorption was only detected with the imidazole stock solution (2M imidazole).
